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PLANT TRANSFORMATION WITH IN VIVO ASSEMBLY OF 



A SEQUENCE OF INTEREST 



-FIELD OF THE INVENTION 

The present invention relates to a process of producing transgenic plants transformed 
on a chromosome. Further the invention relates to a process of screening nucleotide 
sequences for a desired phenotype in plants. The invention also relates to tansgenic plants and 
to libraries of plants or plant seeds obtained or obtainable according to the processes of the 
invention. FurUier, the invention relates to vectors for these processes and to plants or plant 
cells transformed therewith. 

BACKGROUND OF THE INVENTION 

Currently used methods of stable plant transfonnation usually employ direct 
(microprojectile bombardment, electroporation or PEG-mediated treatment of protoplasts, for 
review see: Gelvin, S.B., 1998, Curr. Opin. BiotechnoL, 9^ 227-232; Hansen & Wright, 1999, 
Trends Plant ScL, 4, 226-231) or Agrobacfer/t//n-medlated delivery of pre-engineered DNA 
fragment(s) of interest into plant cells. Manipulations with said DNA vectors in plants are 
restricted to simplifying the resolution of complex integration patterns (US61 14600; Srivastava 
& Ow, 2001, Plant MolBioL, 46, 561-566; Srivastava etal, 1999. Proc. Natl. Acad. ScL USA, 
gg, 1 1 1 1 7-1 1 1 21 ) or removal of auxiliary DNA sequences flrom vectors stably integrated Into 
chromosomal DNA. The methods of stable Agroftacfeni/m-medlated integration of T-DNA 
regions within plant cells use whole desired DNA fragment flanked witii left (LB) and right (RB) 
border sequences necessary for T-DNA transfer and integration into the host chromosomal 
DNA (US4940838; US5464763; EP0224287; US6051757; US5731179; WO9400977; 
EP0672752). In most cases, the approaches are directed to the integration of one specific T- 
DNA region into the chromosomal DNA. Also, co-integration of two or more different T-DNA 
regions was tried (US4658082). The latter approach is used for segregating different T-DNAs 
in progeny for various purposes. For example, Komari and colleagues (US5731179) describe 
a method of simultaneously transforming plant cells with two T-DNAs, one carrying a selectable 
marker functional In plants, while another T-DNA contains a desired DNA fragment to be 
introduced into plant cells. 
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In general, the DNA regions designed for stable Integration into plant cells are pre- 
engineered in vitro by employing standard molecular biology techniques (Sambrook, Fritsch & 
Maniatis, 1989, Molecular cloning: A laboratory manual, 2nd ed. Cold Spring Harbor, NY: CSH 
Laboratory Press). Also, in vivo engineering in bacterial cells is used, for example in order to 
assemble the binary vector with the help of homologous recombination (US5731179), 
Manipulations with T-DNA in planta are restricted to T-DNA regions pre-integrated into a 
chromosome like removing certain sequences from T-DNA, e.g. sequences encoding 
selectable markers including morphological abnormality induction genes. The removal of 
unwanted DNA fragments from T-DNA regions occurs either with the help of site-specific 
recombination (W09742334; Endo et al., 2002. Plant J., 30, 115-122) or by means of 
transposition (US5792924). 

Site-specific recombination has been used for removing auxiliary sequences from T- 
DNA regions. Although site-specific recombinase/integrase-mediated DNA excision is more 
efficient than integration, the selection for excision events Is a necessity, which leads to an 
additional step of tissue culture or screening of progeny for desired recombination events. In 
summary, all processes of manipulation witii T-DNAs stably integrated into plant chromosomes 
are time-consuming, unflexible, and in general restricted to simple excision (with less efficiency 
-to integration) of desired DNA fragments. In addition, these processes are usually very limited 
In combinatorial diversity, as they are restricted to simple manipulations with a limited number 
of known genes and regulatory elements. 

Offringa et al. (EMBO J. (1990), 9, 3077-3084) have described an extrachromosomal 
homologous recombination event between two Agrobacterium-delivered T-DNAs in plant cells 
followed by integration of tiie recombination product into nuclear DNA. The extrachromosomal 
homologous recombination efficiency between the co-delivered T-DNAs in the plant cell was 
however too low to have practical applications for vector engineering in vivo and was tiierefore 
used as control experiment in scientific studies of the mechanism of homologous recombination 
in plants (Offringa et al., 1990, EMBO J., a, 3077-3084; Tinland et al„ 1994, Proc.Natl. Acad. 
Sci. USA, 91, 8000-8004; Puchta etal., 1996, Proc.Natl. Acad. Sci. USA, 93, 5055-5060). The 
frequency of homologous recombination followed by integration into chromosomal DNA was 
approximately 1% of the plant co-ti^nsformation frequency with two T-DNAs (Offringa et al., 
1990, EMBO J., 9, 3077-3084; Tinland et aL, 1994, Proc.Natl. Acad. Sci. USA, 91, 8000-8004; 
Puchta ef a/., 1996, Proc.Natl. Acad. Sci. USA, 93, 5055-5060 ). Due to the low overall 
efficiency of this process, practical applications of this method have not been developed. 
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The frequency of targeted integration of transiently delivered T-DNA Into a pre- 
engineered loxP site In plants is also very low. For example, Vergunst and colleagues (1998, 
NucL Acids Res., 26, 2729-2734) demonstrated that the frequency of Cre-mediated site-specific 
integration of an Agrobacterium-delWered T-DNA fragment of interest into a genomic T-DNA 
region with a loxP site is within the range of 1,2 - 2,3% of the number of random integration 
events. Due to this low efficiency, such integration processes require an additional selection 
round and the use of tissue culture to recover the cells carrying recombination events. In 
contrast to that, the frequency of chromosomal double-stranded DNA rearrangements with the 
help of site-specific recomblnases Is significantly higher and occurs In 29-100 % of all plant 
germ cells (Zuo et al., 2001 , Nature BiotechnoL, 19, 1 57-1 61 ; Luo et ai, Plant J., 23, 423-430). 
This is not surprising, as site-specific integrases/recombinases require double stranded DNA 
substrate for recognition of recombination sites and performing the reaction of site-specific 
recombination (Panigrahi etaL, 1992, Nucleic Adds Res., 20, 5927-5935; Martin etaL, 2002, 
J. MoL BioL, 19, 107-127; Thorpe et al,, 2000. Mol. Microbiol., 38, 232-241 ). 

All data mentioned above suggest that T-DNA transiently delivered into the plant cell is 
a poor substrate for site-specific recomblnases. 

In a previous invention, we have overcome the above-described low efficiency by site- 
specific recombination-mediated assembly of RNA-viral amplicons (WO02/088369). The 
assembled viral amplicons were capable of strong autonomous amplification, cell-to-cell and 
systemic movement and, tiierefore, could strongly amplify the rare recombination events. Said 
viral amplicons were assembled in planta from two or more vectors by recombinase-mediated 
site-specific recombination and contained a gene of interest to be expressed transientiy with the 
aim of achieving tiie strongest possible expression of tiie gene of Interest Uiroughout a plant 
that was Infected by said vectors. However, expression of gene of Interest was transient; stable 
transformation of plant chromosomes for stable and inheritable expression of a gene of interest 
was not addressed. 

For many applications, tiie methods described In WO02/088369 can, however, not be 
used due to tfie following problems: Amplification and spread of the viral ampllcon leads to viral 
disease symptoms fliat compromise plant healtfi. Therefore, tiiese methods cannot be used for 
gene Hinction determination (functional genomics) since disease symptoms frequentiy obscure 
tiie function of a gene to be determined or prevent expression of the function to be determined. 
Further, expression of a gene of interest from an amplicon gives rise to unnaturally high 
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expression levels leading to phenotypes different from the natural phenotype of that gene, 
perhaps due to unnatural interactions with functions of native genes of that plant. 

Therefore, it is an object of the invention to provide an efficient, rapid and highly 
versatile process for transforming a plant or plant cells on a chromosome, notably a nuclear 
chromosome, whereby genetically stable transgenic plants or plant cells may be produced. It 
is another object of the invention to provide a process of producing transgenic plants 
transformed on a chromosome, whereby (e.g. for reducing cloning work) the DNA sequences 
to be integrated in said chromosome can be engineered in plants. It is a further object to 
provide a process of stably transforming plants or plant cells on a chromosome with a DNA 
sequence of interest having toxic effects on bacteria normally used for cloning said DNA 
sequence of interest. It is another object of the invention to provide a process of genetic 
transformation of plant nuclear DNA, which allows for screening for an optimal expression unit 
of a gene of Interest. It is a furttier object to provide a process of stably transforming plants or 
plant cells on a chromosome, whereby vectors can be used in a modular fashion, for reducing 
the cloning work and the overall size of the vector molecules. It is another object of the 
invention to provide a process of stably transforming plants or plant cells on a chromosome, 
whereby said process allows screening of DNA libraries for desired functions in plants. It is 
further object of the invention to provide an in planta process of shuffling genetic elements/gene 
fragments, whereby said process is linked with a process of stably transforming plants or plant 
cells with a DNA sequence of interest resulting from said shuffling. 
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GENERAL DESCRIPTION OF THE INVENTION 

The above objects are achieved by a process of producing transgenic plants or plant 
cells transformed on a chromosome with a DNA sequence of interest and capable of 
expressing a function of interest from said DNA sequence of interest, said process comprising: 

(a) providing plant cells or plants with at least two different vectors, whereby 

(i) said at least two different vectors are adapted to recombine with each other by 
site-specific recombination in said plant cells for producing a non-replicating 
recombination product containing said DNA sequence of interest, 

(li) said at least two different vectors are adapted for integrating said DNA 
sequence of interest into said chromosome, 

(iii) said DNA sequence of interest contains sequence portions from at least two of 
said at least two different vectors, said sequence portions being necessary for 
expressing said function of interest from said DNA sequence of Interest; and 

(b) selecting plants or plant cells expressing said function of interest. 

The invention further provides transgenic plants or parts thereof (like seeds) produced 
or producible by the process of the invention. Further, libraries of plants or plant seeds obtained 
or obtainable by this process are provided. The process of the invention has many important 
applications, among which its use in DNA library screening, gene function analysis and 
functional genomics, and directed evolution including gene shuffling may be mentioned. 
Moreover, complex and/or large DNA sequences of interest to be introduced in a plant 
chromosome can be assembled in plants from smaller precursors (see Fig. 12). The process 
of the invention can, however, also be used for introducing a gene to be expressed in a 
chromosome of a plant cell or plant. In an important embodiment, all genes and/or coding 
sequences and/or expressible sequences of said DNA sequence of interest integrated into a 
chromosome are of plant origin, whereby no unnatural sequences can be outcrossed from the 
transgenic plants of the invention to other organisms. 

The Inventors of this invention have surprisingly found that transiently delivered T-DNA 
can be efficiently used for in plants engineering of a sequence of interest for integration into a 
chromosome. Preferably, the efficiency of achieving stable Integration events is comparable to 
that for a standard Agrobacterium-mediated transformation. The reason for this unexpectedly 
high efficiency has not yet been elucidated. The overall process of the invention is of sufficient 
efficiency for enabling routine applications of the process of the Invention. For example, 
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screening of DNA libraries for a useful trait can for the first time be performed in planta with a 
low danger of missing library members that are not compatible with the prokaryotic systems 
used for cloning in traditional approaches. This allows to combine the processes of vector 
engineering (e.g. for functional genomics or directed evolution purposes) with the creation of 
stable transformants, thus significantly speeding up the process of screening for desired 
combinations of genetic elements under test. 

The process of the invention allows to produce transgenic plants or plant cells that are 
stably transformed on a chromosome with a DNA sequence of interest, whereby said DNA 
sequence of interest derives from at least two different vectors. Stable transformation of a 
chromosome means integration of said DNA sequence of interest in said chromosome such 
that said DNA sequence of interest Is replicated together with said chromosome. Preferably, 
said DNA sequence of interest can be inherited during cell division and organism reproduction 
for several generations. 

In step (a) of the process of the invention, a plant or plant cells are provided with at least 
two different vectors, whereby said at least two different vectors are as defined below. Herein, 
"different vectors" means preferably "different types of vectos". Plant cells may be provided with 
said at least two different vectors in tissue culture, notably in tissue culture of plant cell 
protoplasts. Further, explants (e.g. root explants, leaf discs) of a plant may be provided with 
said at least two different vectors. Moreover, entire plants or parts of entire plants may ba 
provided with said vectors. 

Said providing of step (a) may be performed by a direct transformation method (e.g. 
particle bombardment, electroporation, PEG-mediated transformation of protoplasts) or by 
Agrobacterium-mediated T-DNA delivery, whereby Agrobacterium-mediated T-DNA delivery is 
preferred due to its superior efficiency in the process of the invention. Said at least two different 
vectors may be provided to said plant or said plant cells consecutively. However, said providing 
with said at least two different vectors is not separated by a cycle of reproduction of the 
transformed plant or a cycle of regeneration of a plant transformed with one vector followed by 
transformation with another vector of said at least two different vectors. Preferably, said plant 
or said plant cells are provided with said at least two vectors in a one-step procedure. In the 
case of direct vector delivery, this means that mixtures of said vectors are preferably used in 
step (a). In the case of Agrobacterium-mediated T-DNA delivery, mixtures of Agrobacterium 
strains (or cells) are preferably used, whereby each strain or cell contains a different Ti-plasmid, 
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each Tl-plasmid containing a different vector of said at least two different vectors. IVIost 
preferably, a particular Agrobacterium strain contains one type of Ti-plasmid having a certain 
vector, but no Ti-plasmids containing a different vector, whereas another Agrobacterium strain 
contains another type of Tl-plasmid having another type of vector but not Ti-plasmids containing 
a different vector, i.e. no Agrobacerium cell provides more than one type of said at least two 
different vectors. Providing said plant cells or plants in a one step procedure with said vectors, 
notably simultaneously, is work-efficient and gives a good overall efficiency of the process of 
the invention. 

After having provided said plants or said plant cells with said at least two different 
vectors, a recombination product containing said DNA sequence of interest is formed within 
plant cells by site-specific recombination between at least two of said at least two different 
vectors. For this purpose, each of said at least two different vectors is adapted to recombine 
with at least one other vector of said at least two different vectors. If three or more different 
types of vectors are used, each may be adapted to recombine with every other vector. For 
some applications; it may however be sufficient if each vector of said at least two different 
vectors is adapted to recombine with one other vectors of said at least two different vectors. 

Said adaption to recombination may be achieved by including site-specific 
recombination site{s) on said vectors for enabling said site-specific recombinations. Preferably, 
said site-specific recombination is adapted such that the reversion (i.e. the back reaction) of 
said site-specific recombination occurs with low probability. This may e.g. be achieved by 
providing the enzyme for said recombination transiently (e.g. by rendering the recombinase 
gene hbn-expressible by said recombination). More preferably, a site-specific 
recombinase/recombinatlon site system is chosen that performs irreversible recombinations, 
which may be achieved by using an integrase together with Vne appropriate recombination 
sites. Integrases use two different recombination sites (like AttP and AttB in the case of phi C31 
integrase), which allows directed and irreversible recombination. 

A gene of a site-specific recombinase or integrase compatible with the selected site- 
specific recombination sites should be provided (e.g. with one of said at least two different 
vectors) such that said recombinase or integrase can be expressed. Preferably, said 
recombinase or integrase gene is provided on one of said at least two different vectors such 
that (i) it can be expressed prior to the site-specific recombination event and (ii) such that its 
expression is blocked after said recombination has occurred. Altemativety, the plant cells or 
plants provided with said at least two different vectors in step (a) may already contein and 
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express a gene coding for a recombinase or integrase. 

By said site-specific recombination between said at least two different vectors, one or 
more different recombination products may be formed, whereby at least one recombination 
product contains said DNA sequence of interest. A recombination product containing said DNA 
sequence of interest is non-replicating in order to avoid disease symptoms due to strong 
replication of said recombination product. Preferably, all recombination products are non- 
replicating. Non-replicating means that the recombination product is not a viral nucleic acid 
capable of autonomous replication, since this generally produces disease symptoms that are 
incompatible with many applications like gene function determinations. Most preferably, said 
recombination product does not encode a functional viral replicase supporting replication of the 
recombination product 

Said DNA sequence of interest contains sequence portions from at least two of said at 
least two different vectors, whereby said sequence portions are necessary for expressing said 
function of interest from said DNA sequence of interest. While the DNA sequence of interest 
may contain three or more sequence portions of three or more different vectors, the DNA 
sequence of interest preferably contains two sequence portions of two vectors of said at least 
two different vectors. Recombination between said at least two different vectors may result in 
the formation of more than one recombination product. At least one recombination product 
contains said DNA sequence of interest. Other recombination products may be formed that do 
not contain said DNA sequence of interest. 

Said DNA sequence of interest contains sequence portions from at least two of said at 
least two different vectors. At least two of said sequence portions are necessary for expressing 
said function of interest from said DNA sequence of interest Therefore, said function of interest 
cannot be expressed, if only one vector is provided to said plant cells or said plant Said DNA 
sequence of interest may of course also contain sequences deriving from said at least two 
different vectors that are not necessary for expressing said function of interest. 

In a basic embodiment, said plant or said plant cells are provided with two different 
vectors and a recombination product containing said DNA sequence of interest is assembled 
from these two different vectors. Said DNA sequence of interest will then contain the two 
sequence portions of these two different vectors. In a more complex embodiment, said plant or 
said plant cells are provided with three or more different vectors, which allows the assembly of 
two or more recombination products each containing a different DNA sequences of interest 
Each of said two or more different DNA sequences of Interest Is preferably assembled from two 
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different vectors. This allows the production of two or more different transgenic plants or plant 
cells, each transformed on a chromosome with a different DNA sequence of interest. As an 
example, said plant or plant cell may be provided with three different (types of) vectors referred 
to as vector A, vector B, and vector C, said vectors containing sequence portions a, b, and c, 
respectively. Site-specific recombination between vector A and vector B allows assembly of 
DNA sequence of interest ab. Site-specific recombination of vector A and vector C allows 
assembly of DNA sequence of interest ac. Thus, after segregation and/or selection, two 
different transgenic plants may be obtained, one being transformed on a chromosome with 
DNA sequence of interest ab and the other one being transformed on a chromosome with DNA 
sequence of interest ac. Depending on the arrangement of recombination sites on these three 
vectors, further DNA sequences of interest may be assembled (e.g. DNA sequences of interest 
be, ba, ca, or cb) and further transgenic plants or plant cells may be produced accordingly, 
each being transformed on a chromosome with one of these DNA sequences of interest. 

By providing plant cells or plants witii many different vectors, a large number of different 
DNA sequences of interest (e.g. dozens, hundreds or even more different DNA sequences of 
interest) may be assembled and introduced into a chromosome for producing many different 
transgenic plants or plant cells. DNA libraries may in this way be provided to plants or plant 
cells. The transgenic plants or plant cells produced thereby may then be screened for a useful 
trait or a desired phenotype. It is in such screening methods where the full potential of the 
present invention can be made use of. 

If three or more different types of vectors are used in the process of the invention, each 
vector may be adapted to recombine with all other of said at least two different vectors. In the 
above example with vectors A, B, and C, up to six different DNA sequences of interest may 
then be formed (ab, ac, be, ba, ca, and cb). In this general embodiment, the largest 
combinatorial variety of DNA sequences of interest (and thus transgenic plants) may be formed. 
In a more special embodiment, a primary vector may be used in a mixture with a set of 
secondary vectors. Different DNA sequences of interest may then be formed, each containing 
a sequence portion from said primary vector and a sequence portion from a vector of said set 
of secondary vectors. The primary vector may e.g. provide sequences that render sequence 
portions of the secondary vectors expressible after assembly of a DNA sequence of interest 
containing a sequence portion of said primary vector and a sequence portion of a vector of said 
set of secondary vectors. 
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For producing transgenic plants or plant cells that are transformed on a chromosome 
with a DNA sequence of interest, said at least two different vectors are adapted for integrating 
said DNA sequence of interest into said chromosome. Said chromosome may be a nuclear 
chromosome, a plastid chromosome, or a mitochondrial chromosome. Nuclear and plastid 
chromosomes are preferred and a nuclear chromosome is most preferred. Said adaption for 
integration depends on the type of chromosome. For integrating said DNA sequence of interest 
in the plastid chromosome, i.e. the plastome, homologous recombination may e.g. be used. In 
this case, said vectors and/or the respective sequence portions are adapted such that the 
recombination product that contains said DNA sequence of interest also contains sequences 
homologous to plastome sequences for allowing integration of said DNA sequence of interest 
in the plastome. The sequences homologous to plastome sequences are preferably chosen 
such that integration takes place at a desired site of the plastome. Methods of plastome 
transformation are well-established for several plant species, see e.g. Svab et a/., 1990 Proc 
Natl Acad Sci USA. 8Zx 8526-8530; Koop et aL, 1996, Plants, 199, 193-201; Ruf et ai, Nat 
Biotechnol. 2001, 19(9):870-875; for a review see I\/laliga. P. 2002, Curr Opin Plant BioL, 5, 
1 64-1 72; WO 02/057466. 

Integration of a DNA sequence of interest into a nuclear chromosome may be achieved 
e.g. by site-targeted transformation into a pre-engineered integration site using site-specific 
recombination. Alternatively, said at least two different vectors are adapted such that said DNA 
sequence of interest or said non-replicating recombination product contains homology 
sequences that facilitate integration of said DNA sequence of interest into said chromosome by 
homologous recombination. Preferably, however, nuclear integration is achieved using 
Agrobacterial T-DNA left and right border sequences in said DNA sequence of interest (see 
further below and examples). For this purpose, said at least two different vectors are adapted 
such that said DNA sequence of interest in said non-replicating recombination product has T- 
DNA border sequences. One or all of said at least two different vectors may contain a functional 
cytoidnin autonomy gene, whereas said DNA sequence of Interest is preferably devoid of a 
functional cytokinin autonomy gene. 

A transgenic plant or plant cells transformed on a chromosome with a DNA sequence 
of interest is capable of expressing a function of interest from said DNA sequence of interest 
Produced transgenic plants or plant cells tiiat are not capable of expressing a function or that 
express a function that is not of interest, may be eliminated in step (b) of the process of the 
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invention. Regarding said function of interest, the process of the invention is not limited. 
Typically, said function of interest Is encoded in a coding sequence contained in said DNA 
sequence of interest Said function of interest may be a function of DNA, RNA (notably 
messenber RNA) or of a protein encoded in said DNA sequence of interest Preferably, said 
function of interest is a function of RNA or of a protein encoded in said DNA sequence of 
interest and expression of said function requires transcription of a coding sequence in said DNA 
sequence of interest If said function is a function of a protein encoded in said DNA sequence 
of interest, expression of said function requires transcription and translation of a coding 
sequence of said DNA sequence of interest For said transcription and optionally said 
translation, the DNA sequence of interest should contain the control elements needed 
therefore, like a pomoter, a 5'-non-translated region, a 3'-non-translated region, and/or a 
polyadenylation signal, etc. Said function of interest may e.g. be an antibiotic resistance that 
may be used for said selection of step (b). More than one function of interest may be expressed 
from said DNA sequence of interest Said function of interest is normally related to the reason 
for performing the process of the invention. Typically, a selectable marker used in step (b) of 
the invention is among the functions of interest that can be expressed from said DNA sequence 
of interest 

At least two sequence portions of at least two different vectors are necessary for 
expressing said function of interest from said DNA sequence of interest Said function of 
interest is rendered expressible by assembling said DNA sequence of interest by site-directed 
recombination between at least two of said at least two different vectors. There are several 
possibilities how said function of interest can be rendered expressible according to the 
invention: 

Said assembling of said DNA sequence of interest may e.g. bring a coding sequence 
encoding said function of interest under the control of a regulatory element (e.g. a promoter) 
necessary for expressing said coding sequence. Thus, a functional expression unit may be 
fonned in said DNA sequence of interest by said assembly. This possibility is particulariy 
preferred if the process of the invention is used for screening a large number of DNA 
sequences like a collection of DNA sequences (e.g. a library) for a useful trait Said collection 
of DNA sequences may e.g. be differentiy mutated forms of a chosen coding sequence of a 
protein, whereby said differently mutated forms may e.g. be produced by randomly introducing 
mutations (e.g. by error-prone PGR or gene shuffling), and a mutant protein encoded by said 
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chosen coding sequence having desired properties may be identified with the process of the 
invention. In such a screening process, a primary vector may provide said regulatory 
sequence(s) required for expressing a test sequence from said library and a set of secondary 
vectors each contains a different test sequence. In this way. a set of transgenic plant cells or 
plants may be produced each containing a different DNA sequence of interest, whereby these 
different plants or plant cells may be screened for a useful function of interest (a useful trait of 
interest) encoded in one of said test sequences. 

Alternatively, the process of shuffling can be performed in plants during the process of 
site-specific recombination-mediated assembly of said DNA sequence of interest. As is shown 
in Figure 1B, the vector families A^ and may be libraries of different variants of 
structural/functional domains of a protein of interest Joining said domains through site-specific 
recombination can create combinatorial diversity of the protein of interest generated in plants. 
The coding sequences of the diversified protein of interest are stably integrated into plant 
chromosomal DNA. A schematic representation of a vector most suitable for such shuffling is 
shown in Figure 11. 

Another important embodiment allows screening for optimal regulatory sequences (e.g. 
a promoter) for optimally (in whichever sense) expressing a chosen coding sequence. In this 
case, a primary vector may provide said coding sequence and a set of different regulatory 
sequences are provided with a set of secondary vectors. Various transgenic plants or plant 
cells containing various DNA sequences of interest may be screened and a suitable regulatory, 
element for expressing said chosen coding sequence may be found. 

In a further embodiment, said assembling of said DNA sequence of interest may bring 
together fragments of a coding sequence that codes for a function of interest to be expressed. 
Preferably, two fragments of a coding sequence are brought together by said assembling, 
whereby each fragment is provided with a different sequence portion of a different vector. 
Preferably, each fragment of said coding sequence is not capable of expressing said function 
of interest in the absence of the other fragment. This may be easily achieved by splitting a 
coding sequence into two fragments such tiiat each fragment contains a portion necessary for 
expressing the function of interest. Said two fragment may then be introduced in a vector, 
whereby two different vectors according to this invention are formed. Each sequence portion 
may provide some of the regulatory sequences required for expressing said coding sequence 
from said assembled DNA sequence of interest 
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For rendering said coding sequence expressible, expression of said function of interest 
from said DNA sequence of interest may comprise intron-mediated cis-splicing. Said 
assembling may assemble concomittantly an intron, notably a self-splicing intron, such that 
splicing of an RNA expression product of said coding sequence results in an mRNA having 
both fragments properly connected to each other such that a desired protein may be correctly 
translated (e.g. as depicted in Fig. 10 and 11). In more detail, 

a first vector of said at least two different vectors may contain a first sequence portion 

that contains: a first part of a sequence coding for the function to be expressed and, 

downstream thereof, a 5' part of an Intron, 

and 

a second vector of said at least two different vectors may contain a second sequence 
portion that contains: a second part of a sequence coding for a function to be expressed 
and, upstream thereof, a 3' part of an intron. 
This important embodiment is also illustrated in the examples. 

In step (b) of the process of the invention, transgenic plants or plant cells expressing 
said function of interest are selected. Said selecting may comprise applying an antibiotic or 
inhibitor suitable for said selectable marker to plant cells or plants obtained in step (a). Said 
selecting may also comprise screening for transformed plants or plant cells in which 
recombination between at least two of said at least two different vectors has occurred. Further, 
said selecting preferably comprises selection for integration of said DNA sequence of interest 
into said chromosome. Step (b) may also comprise allowing segregation of differentiy 
transformed plant cells, notably of plant cells containing different (e.g. differentiy assembled) 
DNA sequences of interest. Said selecting, and optionally said segregating, may comprise the 
use of a selectable marker gene e.g. on said DNA sequence of interest. For this purpose, said 
at least two different vectors may be adapted such that said DNA sequence of interest contains 
a selectable marker gene or another sequence that allows screening for transformed plants or 
plant cells containing said DNA sequence of interest 

Step (b) may be implemented by many different embodiments. A sequence portion of 
one of said at least two different vectors may contain a selectable marker, whereby said 
selectable maricer Is included in said DNA sequence of interest by said assembling. In a 
strongly prefenred embodiment, said selectable marker is turned on by said assembling of said 
DNA sequence of interest such that it provides an antibiotic resistance to plant cells containing 
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said assembled DNA sequence of interest but it does not provide antibiotic resistance to cells 
in which said assembling has not occurred. Most preferably, the selectable marker gene cannot 
be transcribed in said plant cells from one of said at least two different vectors. This 
embodiment may be implemented such that said selectable marker is placed under the control 
of a genetic element, allowing transcription of said selectable marker gene after said 
assembling of said DNA sequence of Interest, e.g. by placing the coding sequence of said 
selectable marker under the control of a promoter. Advantageously, an IRES (internal ribosome 
entry site) element may control translation of said selectable marker (of. Fig. 1 i ). References 
describing the use of IRES elements are given below. 

In a iurther important embodiment, said transgenic plants or plant cells are screened for 
the absence of one or all of said at least two different vectors and/or for the absence of 
recombination products thereof with the exception of recombination products containing said 
DNA sequence of interest. With this embodiment, the production of transgenic plants or plant 
cells can be avoided that contain unnecessary foreign DNA sequences deriving from said at 
least two different vectors. These unnecessary foreign DNA sequences may disturb expression 
of said DNA sequence of interest or may compromise the determination of said function of 
interest (e.g. in functional genomics studies). This embodiment may be implemented with the 
use of a counter-selectable marker. Optionally, said screening may be supported by PGR 
analyis and selection of suitable transformants. At least one of said at least two different vectors 
may contain a counter-selectable marker gene or another sequence that allows efficient 
screening against transformed cells containing one of said at least two different vectors. 
Preferably, said at least two different vectors are adapted such that, after said recombination, 
said counter-selectable marker gene is contained in recombination products other than nucleic 
acid molecules containing said DNA sequence of interest Said counter-selectable marker gene 
or said another sequence that allows efficient screening against transformed cells containing 
one or more of said at least two different vectors may advantageously be under translational 
control of an Intemal ribosome entry site (IRES) element. 

The invention also provides transgenic plants or parts thereof like seeds produced by the 
process the invention. Preferably, all coding sequences and/or expressible sequences of said 
sequence of interest in said transgenic plants or parts thereof are of plant origin. Moreover, 
library of plants, of plant cells, or of plant seeds obtained or obtainable according to process of 
the invention are provided. 
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PREFERRED EMBODIMENTS OF THE INVENTION 

A process of producing transgenic multi-cellular plants or plant cells stably transformed 
on a nuclear chromosome with a DNA sequence of interest and capable of expressing a 
function of interest from said DNA sequence of interest, said process comprising: 

(a) providing plant cells or plants with at least two different vectors by Agrobacterium- 

mediated delivery, whereby 

(i) said at least two different vectors are adapted to recombine with each other by 
site-specific recombination in said plant cells for producing a non-replicating 
recombination product containing said DNA sequence of interest, 

(ii) said at least two different vectors are adapted for integrating said DNA 
sequence of Interest into said chromosome such that said DNA sequence of 
interest contains T-DNA border sequences, 

(ill) said DNA sequence of interest contains sequence portions from at least two of 
said at least two different vectors, said sequence portions being necessary for 
expressing said function of interest from said DNA sequence of interest; and 

(b) selecting plants or plant cells expressing said function of interest. 



A process of producing different ti^nsgenic multi-cellular plants or plant cells 
transformed on a chromosome, preferably a nuclear chromosome, with a DNA sequence of 
interest and capable of expressing a function of interest from said DNA sequence of interest, 
said process comprising the following steps (A) and (B): 
(A) providing plants or plant cells with a mixture of 

(i) a primary vector having a primary sequence portion a^ and 

(ii) a set of n secondary vectors each having a secondary sequence portion 
selected ftom the set (b^, bj, bn), 

whereby 

n is an Integer of >1 , 

said primary sequence portion ai Is necessary for expressing the function of a 
secondary sequence portion (b-,, bj. bj, 

said prirhary vector and said secondary vectors are adapted such that said primary 
vector can recombine with every member of said set of n secondary vectors by site- 
specific recombination for producing recombination products containing different DNA 
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sequences of interest of the type (a^bi, a^ba, aib„) or the type (b^ai, bja^, b^a^), 
said primary vector and said secondary vectors are adapted to integrate said DNA 
sequences of type (a^bi. a^bj, a^bn) or type (biai, baa-,, h^a^) into a chromosome, 
(B) selecting transformed plants or plant cells expressing a function of interest, preferably 
from a DNA sequence of interest of type (a^bi, a^ba, a^bn) or type (b^a^, bga^ , 
bnai). 

Said different transgenic multi-cellular plants differ Inter alia in that they contain different DNA 
sequences of interest Said recombination products containing a DNA sequences of interest 
may be replicating or non-replicating. Preferably, they are non-replicating as defined in the 
general descripfion of the invention. Said mixture of primary and secondary vectors is 
preferably provided to said plant cells by a mixture of Agrobacterium cells, each cell providing 
one type of vector. 
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BRIEF DESCRIPTION OF THE FIGURES 

Fig. 1 shows the general scheme of In planta assembly of a DMA sequence of Interest 
designed for stable integration into plant chromosomal DNA, RS stands for recombination sites. 
Fig. 1 A shows schematically the assembly of a DNA sequence of interest from two (precursor) 
vectors. 

I - assembly of a DNA sequence of interest (AB) firom two different vectors (A and B) by site- 
specific recombination. 

II - assembly of a DNA sequence of interest (AB) from two precursor vectors (AA' and B'B) that 
include helper sequences (A' and B') absent in said DNA sequence of interest (AB). 

Fig. 1 B - shows schematically the assembly of a DNA sequence of interest from more than 
two different vectors. 

I - assembly of a DNA sequence of interest having two-components (AnSJ from a library of the 
precursor vectors A and B, where n is the number of precursor vectors in the library. 

II - assembly of the three component DNA sequence of interest (ABC) from a library of the 
precursor vectors A, B and C. RS^ and RSj are recombination sites recognised by different 
recombinases/integrases. 

Fig. 2 depicts schematically tiie T-DNA regions of binary vectors plCBV19 and pICH 10605. 
GUS - beta-^lucuronidase gene; P35S - CaMV35S promoter; BAR - phosphlnotiiricln 
acetyltransferase gene (picm0605 has intron dlsoipting BAR coding sequences); PNOS - 
promoter of agrobacterial nopaline syntiiase gene; TNOS - transcription tennlnation region of 
agrobacterial nopaline synthase gene; TOGS - transcription tennlnation region of octopine 
synthase gene. 

Fig, 3 depicts schematically the T-DNA region of binary vector plCH7410. 
GFP - gene encoding green fluorescent protein; NPT - neomycin phoshotransferase il gene 
conferring resistance to l<anamycin; POCS - promoter region of the agrobacterial octopine 
synthase gene; NTR - 3' non-tiranslated region of tobacco mosaic virus (TMV) RNA; AttB - 
recombination site. 

Rg. 4 depicts schematically ttie T-DNA regions of plasmids plCH1 1 140 and plCH1 1 1 50. 
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PACT2-I - prom9ter of the Arabidopsis actin2 gene with first intron. 

Rg. 5 depicts the T-DNA regions of the binary vectors plCBV16 and plCH8430, 
PAGT2 - promoter of the arabidopsis actin2 gene; TVCV polymerase - RNA-dependent RNA 
polymerase of turnip vein-clearing virus (TVCV); MP - tobamoviral movement protein; 
IRESmp75 - IRES of crTMV movement protein. 

Fig. 6 depicts schematically the T-DNA regions of the binary vectors plCH11160 and 
PICH11170. 

Fig. 7 depicts schematically the T-DNA region resulting from site-specific recombination 
between T-DNAs of plCH1 1 150 and plCH1 1 170. This region carries a BAR gene interrupted by 
an intron containing an AttR site. Intron splicing after transcription allows expression of a 
functional BAR protein. 

Rg. 8 depicts schematically the T-DNA regions of the binary vectors plCH12022 and 
pICH12031 designed for transformation of monocotyledonous plants. PUBQ - promoter of the 
maize ubiquitin gene; PACT1 - promoter of the rice actini gene; IPT - gene coding for 
isopentenyl transferase. 

Fig. 9 depicts schematically the T-DNA region resulting from site-specific recombination 
between T-DNA regions of binary vectors plCH12022 and plCH12031. The region carries a 
functional BAR gene with an intron under control of the rice actlnl promoter PACT1. 

Fig. 10 depicts a scheme of assembling a DNA sequence of Interest (C) from two precursor 
vectors (A and B) Including assembly of a functional selectable marker gene from fragments of 
said selectable maricer gene designated "Selectable" and "marker". Concomittantly, an intron 
(designated ^INTRON") is assembled from intron fragments designated "INT" and "RON". P - 
promoter; T - transcription termination region; CSM - counter-selectable maricer; IRES - 
Internal ribosome entry site. 

Fig, 1 1 depicts a scheme of assembling a DNA sequence of interest (C) from two precursor 
vectors (A and B) Including assembly of a functional gene of interest from fragments of said 
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gene of interest designated "Gene of and "Interest". A selectable mariner under translatlonal 
control of an IRES element Is rendered expressible by said assembly by placing it under the 
transcriptional control of a promoter. Both precursor vectors A and B contain a counter- 
selectable marker gene CSM, By said assembling, CSM ends up In recombination product D 
that does not contain said gene of Interest Using said CSM. transgenic plants or plant cells can 
be selected that do not contain precursor vector A, nor precursor vector B, nor recombination 
product D. P - promoter, T - transcription termination region; CSM — counter-selectable 
marker; IRES - intemal ribosome entry site. 

Fig. 12 depicts schematically assembly of a complex DNA sequence of interest C by site- 
specific recombination in planta of vectors A and B. P - promoter; T - transcription termination 
region; CSM - counter-selectable marker; IRES - intemal ribosome entry site; Ds (3' or 5') - 
non-autonomous transposable element (Ds) ends recognised by the Ac transposase; dSpm (3' 
or 5') - non-autonomous transposable element (dSpm) ends recognised by Spm transposase; 
GDI - gene of interest. 

Fig. 13 depicts schematically a method of generating different allelic vectors from a DNA 
sequence of interest assembled in planta according to Fig, 1 2. P - promoten T - transcription 
tennination region; CSM - counter-selectable marker; IRES - intemal ribosome entry site; Ds 
(3' or 5') - non-autonomous transposable element (Ds) ends recognised by Ac transposase; 
dSpm (3' or 5') - non-autonomous transposable element (dSpm) ends recognised by Spm 
transposase; GOI - gene of interest 

Fig. 14 deplete schematically the T-DNA regions of the binary vectors plCH15820 and 
plCH15850 designed for transformatjon of dicotyledonous plante. These vectors may be 
cotransformed into plante and complement each other according to the Invention, PACT2-I - 
promoter of the Arabidopsis actin2 gene with intron; IPT - gene encoding for isopentenyl 
transferase; PIPT - IPT promoten TIPT - IPT gene transcription tennination region; NLS - 
nuclear localisation signal; TNOS - transcription termination region of agrobacterial nopaline 
synthase gene; TOCS - transcription termination region of octopine synthase gene. 

Fig. ISdeplcteschematicallyflieT-DNAregionsof binary vectors plCH17320and plCH17330 
designed for transformation of dicofyledonous plante. These vectors may be cotransformed e.g. 



wo 2004/067749 



PCT/EP2004/000892 



20 

with plCH1 5850 for performing the process of the invention. PSpm - promoter of Z mays Spm 
transposase; PHsp81.1 - promoter of the Arabidopsls HSP81.1 gene; IPT - gene encoding 
isopenteny! transferase; PIPT- IPT promoter; TIPT- IPT gene transcription termination region; 
NLS - nuclear localisation signal; TNOS - transcription termination region of the agrobacterial 
nopaline synthase gene; TOCS - transcription termination region of octopine synthase gene. 

Fig. 16 depicts schematically vectors plCH 15830, plCBV2, and pICH 15840. 

Rg. 17 depicts schematically vectors plCH13630, plCH15760 in (A), and plCH10881. 
plCH15770in(B). 

Fig. 18. Generation of tobacco transformants on nonselective hormone-free medium. 
Morphology of regenerated shoots containing T-DNA with an IPT gene (A, B) and without an 
IPT gene (C). 
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DETAILED DESCRIPTION OF THE INVENTION 

In this invention we describe a process of rapid, inexpensive In plants assembly of a 
DNA sequence of interest designed for stable integration into a plant chromosome. This 
approach allows inter alia for fast optimization of the sequences to be expressed by testing 
various transcription, translation assembled units, units witfi different protein fusions or different 
protein targeting or post-translationional modification, etc. it can be efficientiy used for 
screening libraries of coding or regulatory sequences of interest Anotiier application of the 
invention is the design of safer vectors which are unable to transfer the sequence of Interest 
tiirough an Illicit gene transfer. Also, difficult cloning can be avoided during tine design of 
complex DNA regions (e.g. showing instability during cloning procedures in bacterial cells) for 
stable nuclear transformation, as two or more complex DNA fragments can be linked together 
In planta prior to integration into plant nuclear DNA. 

Current methods of transient or constitutive transgene expression in plants usually 
employ introducing into plant cell assembled vector(s) witii the gene(s) of interest. Transient 
expression of a sequence of interest is beyond tiie scope of this invention. The differences 
between transient and constitutive transgene expression are best exemplified, e.g. within tiie 
frame-work of plant functional genomics, where the use of viral vectors can relatively fast 
provide some initial information about a possible function of a transgene in some cases 
(W0993651; Kumagai etal, 1995, Proc. Natl. Acad. Scl. USA, 95, 1679-1683). In many other 
cases, no information or artefacts are obtained. Furttier, use of viral vectors does not allow 
furttier study of the function of a transgene, e.g. during plant development, etc. In addition, 
Agrobacteria or viral vectors as such cause severe changes in tfie plant cells, tiius making it 
difncult to study, for example, the functions of genes involved in plant-patiiogen Interactions. 
Stably tiransformed transgenic plants with different expression patterns (e.g. Inter- or 
Intracellular compartmenfalisation, tissue, organ or cell-specific expression) are required for 
detailed study of a gene of Interest According to the present invention, the assembly, 
optimization and identification of a desired DNA sequence of interest for stable nuclear 
transformation of plant cells can be performed with high efficiency In planta, tiius be combined 
with plant tiBnsformation as a one step procedure. In the following, said at least two different 
vectors of the invention are also referred to as precursor vectors. 

The general scheme of such assembly from two or more (precursor) vectors by site- 
specific DNA recombination is shown in Rgure 1 . The simplest scheme of such assembly is tiie 
creation of a DNA sequence of interest ab from two precursors vectors A and B by 
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recombination using the reconnbination site RS (Fig. 1A, I). Needless to say that such 
recombination event shall be selectable. This is easy to achieve e.g. if said recombination 
creates a functional gene providing for selection. 

In one preferred embodiment of the invention, a T-DNA region (Fig. 7) including said 
DNA sequence of interest is assembled from Iwo precursor vectors represented by two other 
T-DNA regions (Figs. 4 and 6, bottom) through integrase PhiC31 -mediated recombination. Said 
T-DNA region may contain a functional BAR gene tiiat Is absent In the precursor vectors, thus 
making possible the selection for said recombination event The integrase necessary for 
assembly for the T-DNA region of interest may be transientiy provided by one of the precursor 
vectors, plCH1 1 150 (Fig. 4). Because of tiie Irreversibility of tiie reactions catalyzed by PhlC31 
integrase, said Integrase can also be constitutively expressed by a genetically engineered plant 
or plant cell. 

Many different site-specific recombinases/integrases that can be used for practicing this 
invention are kno\Am in the art. Suitable recombinases/recombination site systems include Inter 
alia Vne Cre-Lox system from bacteriophage P1 (Austin etaL, 1981 , Cell, 25, 729-736), the Flp- 
Frl system from Saccharomyces cerevisiae (Broach ef a/., 1982, Cell, 29, 227-234), the R-RS 
system from Zygosaccharomyces rouxll (Araki et aL, 1985, J. Mol. BioL, 182, 191-203), the 
Integrase from tiie Streptomyces phage PhiC31 (Thorpe & Smith, 1998, Proc, Natl. Acad. ScL, 
95. 5505-5510; Grotii et al., 2000, Proc. Natl. Acad. ScL, 97, 5995-6000), and resolvases. In 
addition, other methods of DNA rearrangement are contemplated to be within the scope of the 
present invention. Other DNA modification enzyme systems can all be used to generate related 
but functionally distinct DNA sequences of interest inside of a wild-type or a genetically 
engineered plant cell: restriction endonuclease, tnansposase, general or specific recombinase, 
etc. The use of site-specific recombinases with irreversible mode of action is preferred in this 
Invention, as this allows to create a stable recombination product containing said DNA 
sequence of interest with a predictable structure. 

The choice of a suitable promoter to drive expression of the recombinase is of particular 
value, as it directiy affects the performance of the process of the invention, e.g efficiency of 
assembly of the T-DNA regions and recovery of desired primary transformants in the plant 
» species of choice. The combination of vector plCH15850 carrying a 5' end of the BAR gene 
(Fig.14) with different complementing vectors (e.g, plCH15820, plCH17320, or 17330) 
produces different results In different plant species. For example, the Arabldopsis acQn2 
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promoter performs better In Arabidopsis than in tobacco, while the promoter of the Arabldopsis 
gene HSP81.1 gives similarly good results in both plants, Arabidopsis and tobacco. 

Different methojds may be used for providing a plant cell or a plant with said at least two 
different vectors (precursor vectors). Said vectors may be transformed Into plant cells by a Ti- 
plasmid vector earned by Agrobacterium (US 5,591,616; US 4,940,838; US 5,464,763) or 
particle or microprojectile bombardment (US 05100792; EP 00444882B1; EP 0043461 6B1), 
Other plant transformation methods can also be used like microinjection (WO 09209696; WO 
09400583A1; EP 175966B1), electroporatlon (EP00564595B1 ; EP00290395B1; WO 
0870661 4A1) or PEG-mediated transformation of protoplasts etc. The choice of precursor 
vector delivery, Wke transfomiation protocols, depends on the plant species to be transformed. 
For example, microprojectile bombardment is generally preferred for monocot transformation, 
while for dicots, Agrobacterlum-tnediated transformation gives better results In general. 

In the embodiment described above, we used Agrobacterium-mediated delivery of 
vector precursors into Nicotlana cells. However, the heterologous DNA may be introduced Into 
the plants in accordance with any of the standard techniques suitable for stable transformation 
of plant species of Interest Transformation techniques for dicotyledons are well known in the 
art and include Agrobacterium-hased techniques and techniques which do not require 
Agrobacterium, Non-Agrobacterium techniques involve the uptake of exogenous genetic 
material directly by protoplasts or cells. These techniques Include PEG or electrx>poratlon 
mediated uptake, particle bombardment-mediated delivery and microinjection. Examples of 
these techniques are described in Paszkowski etal., EMBO J 3:2717-2722 (1984), Potrykus et 
ai., Mol. Gen. Genet f99: 169-1 77 (1985), Reich etal., Biotechnology 4:1001-1004(1986), and 
Klein et al.. Nature 327:70-73 (1987), In each case, the transfomied cells are regenerated to 
whole plants using standard techniques. 

AgrobacteriurrHnedlated transformation is a preferred technique for the transformation 
of dicotyledons because of lis high transformation efficiency and Its broad utility with many 
different species. The many crop species which may be routinely transformed by 
Agrobacterium Include tobacco, tomato, sunflower, cotton, oilseed rape, potato, soybean, 
alfalfa and poplar (EP 0 317 511 (cotton), EP 0 249 432 (tomato), WO 87/07299 (Brassica), 
U.S. Patent 4,795,855 (poplar)). Agrobacterium transformation typically involves tiie transfer of 
tiie binary vector canying tiie foreign DNA of interest to an appropriate Agrobacterium strain 
which may depend on the complement of vir genes camed by tiie host Agrobacterium strain 
elflieron a co-resident plasmid or chromosomally (Uknes ef a/., Plant Cell 5:159-169 (1993). 
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The transfer of tiie recombinant binary vector to Agrobacterium may be accomplished by a 
triparental mating procedure using E. co// carrying the recombinant binary vector, a helper E. 
CO// strain which carries a plasmid such as pRK2013, which is able to mobilize the recombinant 
binary vector to the target Agrobacterium strain. Altematively, the recombinant binary vector 
may be transferred to Agrobacterium by DNA transformation (Hofgen & Willmitzer, Nucl. Acids 
Res, -/e, 9877 (1988)). 

Transformation of the target plant species by recombinant Agrobacterium usually 
involves co-cultivation of the Agrobacterium with explants from the plant following protocols 
known in the art. Transformed tissue canying an antibiotic or herbicide resistance marl<er 
present between the binary plasmid T-DNA borders may be regenerated on selectable medium. 

Preferred transformation techniques for monocots include direct gene transfer into 
protoplasts using PEG or electroporation techniques and particle bombardment into callus 
tissue. 

The patent applications EP 0 292 435, EP 0 392 225 and WO 93/07278 describe 
techniques for the preparation of callus and protoplasts of maize, transformation of protoplasts 
using PEG or electroporation, and the regeneration of maize plants from transformed 
protoplasts. Gordon-Kamm, et aL, Plant Cell 2:603-618 (1990), and Fromm, et al.. 
Biotechnology 11:^94-200 (1993), describe techniques for the transformation of elite inbred 
lines of maize by particle bombardment 

Transformation of rice can also be undertaken by direct gene transfer techniques 
utilizing protoplasts or particle bombardment Protoplast-mediated transformation has been 
described for Japon/ca-types and /nc//ca-types (Zhange, et a/., Plant Cell Rep. 7:739-384 
(1988); Shimamoto, et aL, Nature 338:274-277 (1989); Datta, et aL, Biotechnology 8:736-740 
(1990)). Botii types are also routinely transformable using particle bombardment (Christou, 
a/.. Biotechnology 9:957-962 (1991)). Agrobacterium-medlated rice transfomnataon is also 
applicable(Chan a/., 1993, P/anf/t/o/. e/o/., 22. 491-506). 

EP 0 332 581 describes techniques for the generation, transformation and regeneration 
of Pooldeae protoplasts. Furthermore, wheat transformation is described by Vasil, et aL, 
Biotechnology ^0:667-674 (1992) using parta'cle bombardment into cells of type C long-term 
regenerate callus. Vasil, etaL, Biotechnology ff:1 553-1 558 (1993) and Weeks, etal,. Plant 
Physiol. Y02: 1077-1 084 (1993) describe particle bombardment of immature embryos and 
immature embryo-derived callus. 

Transformation of monocot cells such as Zea mays may be achieved by bringing the 
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monocot cells into contact with a multiplicity of needle-like bodies on which these cells may be 
impaled, causing a rupture in the cell wall thereby allowing entry of transforming DNA Into the 
cells (see U.S. Patent 5,302,523). Transfonmation techniques applicable to both monocots and 
dicots are also disclosed in the following U.S. Patents: 5,240,855 (particle gun); 5,204,253 (cold 
gas shock accelerated microprojectiles); 5,179,022 (biolistic apparatus); 4,743,548 and 
5,114,854 (microinjection); and 5,149,655 and 5,120,657 (accelerated particle mediated 
transformation); 5,066,587 (gas driven microprojectile accelerator); 5,015,580 (particle- 
mediated transformation of soy bean plants); 5,013,660 (laser beam-mediated transfomiation); 
4,849,355 and 4.663,292. 

Transgenic plant cells or plant tissue transformed by one of the methods described 
above may then be grown to full plants in accordance with standard techniques. Transgenic 
seeds can be obtained from transgenic flowering plants in accordance with standard 
techniques. Likewise, non-flowering plants such as potato and sugar beets can be propagated 
by a variety of known procedures. See, e.g., Newell et al. Plant Cell Rep. •/ 0:30-34 (1991) 
(disclosing potato transformation by stem culture). 

The assembly of a DNA sequence of interest in plants from precursor vectors can be 
greatly facilitated by the presence of helper (auxiliary) sequences A' and B* (Fig. 1A, II) which 
are preferably absent in the assembled DNA sequence of interest AB (Fig. 1A, II). These helper 
sequences may end up in recombination products that do not contain said DNA sequence of 
interest Such auxiliary sequences can provide genes of interest that are necessary for 
assembly of the DNA sequence of interest (e.g. recombinases), removal of transfbrmants 
carrying a precursor vector stably integrated into chromosomal DNA (e.g. using counter- 
selectable mari<er genes), transiently provide for gene products necessary for eariy stages of 
tissue culture (e.g. genes responsible for biosynthesis of phytohormones), etc. 

In one preferred embodiment of the invention, the generation of a DNA sequence of 
interest for monocotyledonous plants (Rg. 9) from precursor vectors (Fig. 8) is described. Said 
precursor vectors may contain two types of auxiliary sequences - one may provide for the site- 
specific integrase PhiC31 and another may provide for isopentenyl transferase (IPT) altering 
endogenous cytoklnins in affected plant cells (Medford et aL, 1 989, Plant Cell, 1, 403-41 3). The 
IPT gene, in an addition to being used as inducer of axillary bud fomiation, can be used as 
selectable mari<er gene causing plant morphological abnormality, once stably integrated into 
chromosomal DNA (Ebinuma et al., 1 997, Pmc. Natl. Acad. Scl. USA, 21 1 7-21 21 ). In this 
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embodiment, the IPT gene can be used as counter-selectable marker allowing for identification 
and removal of the transformed plant tissues containing precursor vector sequences stably 
Integrated Into genomic DNA. Fig. 18 shows tobacco regenerants that contain the IPT gene in 
T-DNA. They are clearly distinct from the regenerants not having the IPT gene. Other examples 
of counter-selectable markers (GSM) for use in the present invention are the gene coding for 
conditionally lethal cytosine desaminase (cod A) (Gleave et ah, 1999, Plant MoL BioL, 40^ 223- 
235) or a gene coding for bacterial cytochrome P-450 (O'Keefe et aL, 1 994, Plant PhysioL, 105 . 
473-482). 

In another preferred embodiment, a mixture of more than two different precursor vectors 
is used for assembling various DNA sequences of interest Said DNA sequences of interest 
may be the result of random site-specific recombination events between two sets of precursor 
vectors (set A^ and set B„, Fig.1 B, I). Actually, a set of DNA sequences of interest of the type 
ApBn may be generated in a plant cell by site-specific recombination of a set of precursor 
vectors (A^, A2, A„) with a set of precursor vectors (B^, B2. ... , Bp), wherein n is the number 
of precursor vectors of type A or type B. At least three different precursor vectors are needed 
to endow the cell with at least two different DNA sequences of interest The number of all 
possible combinations of DNA sequences of interest that can be assembled from the plurality 
of precursor vectors A and the plurality of precursor vectors B may be calculated by multiplying 
the number of precursor vectors of type A times number of precursor vectors of type 8. 

Examples for nucleic acid sequences represented as part of A or B and joint together by 
site-specific recombination may be coding sequences or parts thereof or any genetic elements. 
Herein, such a genetic element (or regulatory element) may be any DNA element that has a 
distinct genetic function on DNA or RNA level, said funcHon is other than coding for a structural 
part of a gene. Examples include: transcriptional enhancers, promoters or parts thereof, 
translational enhancers, recombination sites, transcriptional termination sequences, intemal 
ribosome entry sites (IRESes), restriction sites, autonomously replicating sequences or origins 
of replications. 

In this Invention, the recomblnatton product containing said DNA sequence of interest 
can consist of components of more than two precursor vectors. In Fig. 1 B, II, the assembly of 
such a DNA sequence of interest conteiining sequence portions from three different precursor 
vectors A, B and C, is shown. However, for efficient assembly of said DNA sequence of 
interest, the use of more than one type of recomblnase and/or integrases may be required. 

The assembly of a DNA sequence of interest for stable integration Into a chromosome 
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of a plant cell allows for the selection of plant cells with said DNA sequence of interest 
integrated into the chromosomal DNA. One possible mechanisms of selection for said DNA 
sequence of interest is the assembly of a functional selectable marker gene as is described in 
detail in examples 1-3 and shown in general in Figure 10. The use of a counter-selectable 
marker gene (CSM) in all precursor vectors (Figures 10 and 11) allows for easy removal of 
plant cells canying precursor vectors stably integrated into chromosomal DNA, In some cases, 
the assembly of a DNA sequence of interest together with the assembly of a functional gene of 
interest might be an advantage, e. g. when the gene of Interest is toxic for bacterial cells. The 
selectable marker in such cases can be a part of a bicistronic construct under control of an 
IRES element (Rgure 11). The site-specific recombination of precursor vectors (A and B in Fig. 
11) may lead to ihe formation of DNA sequence of interest canying the functional bicistronic 
consti-uct witti tiie gene of Interest followed by an IRES-controlled selectable marker gene. The 
use of IRES elements in plants is known in the prior art (W09854342; WO0246440; Dorokhov 
et al., 2002, Proc.Natl. Acad. ScL USA, gg, 5301-5306) and can be routinely practiced in 
combination with the present invention. 

The assembly of complex vectors in planta from precursor vectors that are of simpler 
structure can be a further advantage, allowing to avoid complex cloning steps and/or 
manipulation with unstable DNA structures In bacterial cells. The assembly of the DNA 
sequence of interest for generating different derivative vectors in allelic position toward each 
oflier is shown In Fig. 12. Said DNA sequence of interest (Fig,12,C) stably integrated into tiie 
plant chromosomal DNA can be furOier exposed to a transposase of choice (Ac or Spm, Fig. 
13), allowing to remove the targeted sequences (flanked by Ds sequences for Ac or dSpm 
sequences for Spm). The final derivative vectors B and C (Fig, 13) are allelic in relation to each 
otiier and encode different parts of a gene of interest (GOI) that can be assembled ttirough 
intein-mediated trans-splicing. This approach addresses biosafety issues, e.g. the control of 
tirangene segregation, as the two fragmente of the same gene providing for a tifalt of interest 
would always segregate to different gametes due to their allelic location. Details on 
biologically/environmentally safe transgenic plants having fragments of a tinansgene in allelic 
relation can be found In WO03/1 021 97. 

The transgenic plants or plant cells produced according to the invention may be used 
for many different purposes, some of which have been mentioned above. In a furtiier 
application, tine DNA sequence of Interest assembled in pianta may In tum also be used as a 
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precursor vector for downstream processes. Said DWK sequence of interest may e.g. be 
induced to form an extracliromosomal DNA lil<e an independently maintained episomal vector. 
This inducing may e.g. be aciiieved by crossing a transgenic plant of the invention carrying said 
DNA sequence of interest with another plant that provides a factor capable of exerting the 
inducing function or triggering the formation of said extrachromosomai/episomai DNA. 
Alternatively, the formation of such an episomal DNA can be caused e.g. by transient 
expression of a factor (e.g. transposase, viral replicase, etc.) capable of triggering formation of 
the extrachromosomai/episomai DNA from said DNA sequence of interest. Said episomal DNA 
may be capable of further reintegration (e.g. it may be or have properties of a transposable 
element) or be capable of independent maintenance during cell divisions (derivative of DNA 
viral vector). 

The present invention is preferably carried out with higher, multi-cellular plants. 
Preferred plants for the use in this invention include any plant species with preference given to 
agronomically and horticulturally important species. Common crop plants for the use in present 
invention include alfalfa, bariey, beans, canola, cowpeas, cotton, com, clover, lotus, lentils, 
lupine, millet, oats, peas, ppanuts, rice, rye, sweet clover, sunflower, sweetpea, soybean, 
sorghum triticale, yam beans, velvet beans, vetch, wheat, wisteria, and nut plants. The plant 
species preferred for practicing of this invention are including but not restricted to: 
Representatives of Gramineae, Compositeae, Solanaceae and Rosaceae. 
Additionally, preferred species for use the invention, as well as those specified above, plants 
from the genera: Arabidopsis, ^rostis. Allium, Antirrhinum, Apium, Arachis, Asparagus, Atropa, 
Avena, Bambusa, Brassica, Bromus, Browaalia, Camellia, Cannabis, Capsicum, Cicer, 
Chenopodium, Chichorium, Citrus, Coffea, Coix, Cucumis, Curcubita, Cynodon, Dactylis, 
Datura, Daucus, Digitalis, Dioscorea, Eiaeis, Eleusine, Festuca, Fragaria, Geranium, Glycine, 
Heliantiius, Heterocallis, Hevea, iHordeum, Hyos(^amus, Ipomoea, Lactuca, Lens, Lilium, 
Linum, Lolium, Lotus, Lycopersicon, Majorana, IVIalus, Mangifera, IVIanihot, i\/ledicago. 
Nemesia, Nicotiana, Onobrychis, Oryza, Panicum, Pelai^onium, Pennisetum, Petunia, Pisum, 
Phaseolus, Phleum, Poa, Prunus, Ranunculus, Raphanus, Ribes, Ricinus, Rubus, Saccharum, 
Salpiglossis, Secale, Senecio, Setaria, Sinapis, Splanum, Sorghum, Stenotaphrum, 
Theobroma, Trifolium, Trigonella, Triticum, Vicia, Vigna, Vitis, Zea, and the Olyreae, the 
Pharoideae and many others. 

Within the scope of this invention the plant species, which are not included into the food 
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or feed chain are specifically preferred for pharmaceutical and technical proteins production. 
Among them, Nicotiana species are the most preferred, as the species easy to transform and 
cultivate with well developed expression vectors (especially viral vectors) systems. 

Genes of interest, their fragments (functional or non-functional) and their artificial 
derivatives that can be expressed in plants or plants celts using the present Invention include, 
but are not limited to: starch modifying enzymes (starch synthase, starch phosphorylation 
enzyme, debranching enzyme, starch branching enzyme, starch branching enzyme II, granule 
bound starch synthase), sucrose phosphate synthase, sucrose phosphorylase, 
polygalacturonase, polyfructan sucrase, ADP glucose pyrophosphorylase, cyclodextrin 
glycosyltransferase, fmctosyl transferase, glycogen synthase, pectin esterase, aprotinin, avidin, 
bacterial levansucrase, E.coli gIgA protein, MAPK4 and orthologues, nitrogen 
assimilation/methabolism enzyme, glutamine synthase, plant osmotin, 2S albumin, thaumatin, 
site-specific recombinase/integrase (FLP, Cre, R recombinase, Int, SSVI Integrase R, Integrase 
phiC31 , or an active fragment or variant thereof), isopentenyl transferase. Sea M5 (soybean 
calmodulin), coleopteran type toxin or an insecticidally active fragment, ubiquitin conjugating 
enzyme (E2) fusion proteins, enzymes that metabolise lipids, amino acids, sugars, nucleic 
acids and polysaccharides, superoxide dismutase, inactive proenzyme form of a protease, 
plant protein toxins, traits altering fiber in fiber producing plants, Coleopteran active toxin from 
Bacillus thurihgiensis (Bt2 toxin, insecticldal crystal protein (ICR), CrylC toxin, delta endotoxin, 
polyopeptide toxin, protoxin etc.), insect specific toxin AalT, cellulose degrading enzymes, E1 
cellulase from Acidothermus celluloticus, lignin modifying enzymes, cinnamoyl alcohol 
dehydrogenase, trehalose-6-phosphate synthase, enzymes of cytokinin metabolic pathway, 
HMG-CoA reductase, E. coll inorganic pyrophosphatase, seed storage protein, Erwinia 
herbicola lycopen synthase, ACC oxidase. pTOM36 encoded protein, phytase, ketohydrolase, 
acetoacetyl CoA reducteise, PHB (polyhydroxybutanoate) syntiiase, acyl carrier protein, napin, 
EA9, non-higher plant phytoene syntiiase, pTOM5 encoded protein, ETR (ethylene receptor), 
plastidic pyruvate phosphate dtkinase, nematode-inducible transmembrane pore protein, trait 
enhancing photosynthetic or plastid function of the plant cell, stilbene synthase, an enzyme 
capable of hydroxylating phenols, catechol dioxygenase, catechol 2,3-dioxygenase, 
chloromuconate cycloisomerase, anthraniiate synthase, Brassica AGL15 protein, fructose 1,6- 
biphosphatase (FBPase), AMVRNA3, PVY replicase, PLRV replicase, potyvirus coat protein, 
CMV coat protein, TMV coat protein, luteovirus replicase, MDMV messenger RNA, mutant 
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geminiviral replicase, Umbellularia californtca C12:0 preferring acyl-ACP thioesterase, plant 
C1 0 or C1 2:0 prefening acyl-ACP thioesterase. C1 4:0 prefening acyl-ACP thioesterase (luxD), 
plant synthase factor A, plant synthase factor B, D6-desaturase, protein having an enzymatic 
activity in the peroxysomal b-oxidation of fatty acids In plant cells, acyl-CoA oxidase, 3- 
ketoacyl-CoA thiolase, lipase, maize acetyl-CoA-carboxylase, 5-enolpyruvylshiklmate-3- 
phosphate synthase (EPSP), phosphlnothricin acetyl transferase (BAR, PAT), CP4 protein, 
ACC deaminase, protein having posttranslatlonal cleavage site, DHPS gene conferring 
sulfonamide resistance, bacterial nitrilase, 2,4-D monooxygenase, acetolactate synthase or 
acetohydroxyacid synthase (ALS, AHAS), polygalacturonase, Taq polymerase, bacterial 
nitrilase, many other enzymes of bacterial or phage including nestriction endonucleases, 
methylases, DNA and RNA ligases, DNA and RNA polymerases, reverse trascryptases, 
nucleases (Dnases and RNAses), phosphatases, transferases etc. 

TTie present invention also can be used for the purpose of molecular farming and 
purification of commercially valuable and pharmaceutically Important proteins including 
industrial enzymes (cellulases, lipases, proteases, phytases etc.) and fibrous proteins 
(collagen, spider silk protein, etc.). Human or animal health protein may be expressed and 
purified using described In our invention approach. Examples of such proteins of Interest 
include inter alia immune response proteins (monoclonal antibodies, single chain antibodies, T 
cell receptors etc.), antigens including those derived from pathogenic microorganisms, colony 
stimulating factors, relaxins, polypeptide hormones Including somatotropin (HGH) and 
proinsulln, cytokines and their receptora, interferons, growth factors and coagulation factors, 
enzymatically active lysosomal enzyme, fibrinolytic polypeptides, blood clotting factors, 
trypslnogen, a1 -antitrypsin (AAT), human serum albumin, glucocerebrosidases, native cholera 
toxin B as well as function-conservative proteins like fusions, mufant verelons and synthetic 
derivatives of the above proteins. 

The above proteins and others can opfimised for a desired purpose by introducing 
random mutations Into their coding sequence or by gene shuffling methods. Screening for a 
protein having optimised properties for the desired purpose may then be done using the 
process of the present invention. 
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EXAMPLES 

The following examples are presented to illustrate the present invention. Modifications and 
variations may be made without departing from the spirit and scope of the invention. 

EXAMPLE 1 

Vector design for the stable transformation of dicotvledonous plants with split BAR gene 

DesignofplCH11150 

This construct was done on the basis of binary vector plCBV-1 9 (Figure 2). As a first 
step of cloning, the target Bsal restriction sites for the intron insertion were introduced into the 
BAR gene (construct plCH10605, Figure 2), The Bsal enzyme cuts DNA outside of the 
recognition site making 4 nucleotides overhang. In tine case of pICH 10605, the Bsal enzyme 
was used to introduce splicing acceptor and donor sites for the consequent intif-on Insertion. As 
a next step, PGR fragment amplified on plCH7410 (Figure 3) constixict with oligos int-ad-9 (5 - 
ttttlggtc cgacctgcaa caataagaac aaaaagtcat aaatt-3') and attbpri 1 (5'-tttaagcttg agctctltcc 
taggctcgaa gccgcggtgc gggtg-3') was Inserted Into plCH10605 using Bsal and Hindlll restriction 
sites. The PGR fiBgment containing AttB and 3' part of Intiron as well as Avril and Sad 
restriction sites replaced the GUS expression cassette and 5'part of BAR expression cassette. 
The T-DNA part of the resulting construct (plCH1 1 140, Figure 4) contained the 3' part of BAR 
expression cassette: AttB, 3'part of tiie Intron, 3' part of BAR-gene .and OGS temilnator as well 
as Avrll and Sad restriction sites. As a final step of 3* constmct doning, a PhlG31 Integrase 
expression cassette containing Arabidopsis actin 2 promoter, PhiG31 integrase and NOS 
tenninator was introduced Into plCH11140 using Avrll and Sad restriction sites. The final 
construct pICHi 1 1 50, containing 3' end of BAR gene witii AttB, recombination site together 
with tiie 3' end of the intron, as well as PhiG31 Integrase expression cassette Is shown in 
Figure 4. 

Design of plCH11 170 

This construct was done on the basis of binary vector plCBV-16 (Figure 5). The PGR 
fragment amplified from plGH8430 (Rgure 5) witii oligos int-ad-10 (5'-tttaagcttg aattcttttg 
gtdcaggta agtttcatlt tcataatlac aca-3') and attppr14 (5- tttttcaatt ggagctccta cgcccccaac 
•tgagagaao-3') was cut wifli Hindlll and Mfel restriction enzymes and Introduced Into plGBV-16 
digested with Hindlll and EcoRI. PGR Augment containing 5' part of Intron and AttP as well as 
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Bsal and EcoRI restriction sites replaced the GUS expression cassette in intemnediate 
construct plCH11160 (Rgure 6). As tiie final step of the cloning, EcoRI/Bsal fragment of 
plCH10605 (Rg. 2) containing a NOS promoter and 5' part of BAR gene was inserted into 
picm 1 1 60. The T-DNA region of the final construct pICH1 1 1 70 is shown in Figure 6. 

Further vectors for use In the invention are described in the following. 

Design of plCH17330 

The Avrll/Ncol DNA fragment containing the Arabidopsis Hsp81,1 promoter and 
fragment of PhiC31 integrase ORF was transfenred into the pICH 15820 (Fig. 14) construct 
linearised with Avrll and Ncol enzymes yielding pICH 17330 (Fig. 15). 

Design ofplCH17320 

The Spe/Ncol DNA fragment containing the complete Spm promoter and the fragment 
of PhiC31 integrase ORF was transfen-ed Into plCH15820 (Rg.14) construct linearised wiUi 
Avrll and Ncol enzymes yielding pICH 17320 (Fig. 15). 

Design ofptCH15850 

The Notl/SacI fragment of plCH11170 (Fig, 6) was fused with adapters adipti (5' 
ggccgctttt tatgcattt tttgagctct cgcgaggatc ctagct 3') and ad]pt2 (5' aggatcctcg cgagagctca 
aaaaatgcat aaaaagc 3') that destroyed the original Sad site and introduced BamHI, Sad and 
Nsil sites, producing plCH15830 (Fig. 16). For plCH15840 cloning, the Notl/Nsil fragment of 
plCBV2 (Fig.16) was transfened to the plCH15830 (Rg.16) constmct. reintrodudng T-DNA left 
border region which was excised in the first step of doning. The BamHI/SacI fragment of 
plCH15820 (Rg. 14) containing complete IPT gene was transfened to pICHI 5840, resulting in 
PICH15850 (Rg. 14). 

Design ofplCH15820 

The doning of 3" spIit-BAR construct wilh isopenthenyl transferase (IPT) gene 
(pICH15820) comprised several steps. In the plCH13630 construct (Rg. 17,A), adapter 
adipt3/adlpt4thatdestre)yed original Avrll and Sad sites and introduced Sad and Avrll sites in 
reverse orientation replaced Avrll/Saci fragment In addition, this adapter introduced Spel and 
Xhol sites for the insertion of IPT gene (plCH15760, Rg. 17, A). The Avrll/Sad fragment 
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containing a PhiCSI integrase expression cassette (Arabldopsis actin 2 promoter-PhiCSl 
integrase ORF with C-temiinal nuclear localization signal-nos terminator) was transferred from 
plCH10881 to plCH15760 resulting in plCH15770 (Fig. 17, B) 

Isopenthenyl transferase (IPT) gene (Including original promoter and temriinator regions) 
of Agrobacterium strain C58 (appr. 2 kb) was amplified by PGR as 4 fragments flanked by Bsal 
restriction sites. PGR fragments were subcloned into pGEM-T vectors and then isolated using 
Bsai enzyme having its recognition site outside of the digestion site. This allows to create 4 bp 
overiiangs with any nucleotide sequence enabled to assemble the entire IPT gene and insert 
it Into the plGH15770 (Fig. 17) contruct linearised with Xhol/Spel in one ligation step. This 
cloning resulted in pIGH 1 5820 (Rg. 1 4). 

EXAMPLE 2 

Aarobacterium-mediated transfonmation of the dicotyledonous plant Nicotians tabacum (cy Petit 
Havana) and Arabldopsis thaHana with In plants assembled T-PNA region 

The consfrucls plGH11150 and plCH11170 were immobilized Into A tumefaclens 
(GV31 01 ) and used for Agrobacterium-mediatedi leaf discs transfomiation of Nicotlana plants 
(Horsh et aL, 1985, Science, 227, 1229-1231) using lOmg/L of phosphinothricin (PPT) as 
selectable marker* Arabldopsis thaHana plants were transfonmed using a vaccum Infiltration 
protocol (Bechtold et aL, 1993, C. R. Acad. ScL Paris Ufa Sc i. 316 . 1194-1199). 
Phosphinothricine-resistant (PPT^) transfomiants were selected by spraying one-week-old 
plantlete with a 2,5 ml/L of Harvest™ (Agrevo) solution (active ingredient glufoslnate, 
commercially available PPT-analogous compound). 

Regenerated tobacco plants and setected A. tlialiana primary transformants were PGR 
analysed for the presence of an in pianta assembled T-DNA region stably integrated Into 
chromosomal DIMA <Flg. 7) and for flie absence of the T-DNA regions of plGH11150 and 
plCH11170- PGR analysis demonstrated that approximately 8% of all Arabldopsis 
transformante contained tiie desired T-DNA region (Rg. 7) witiiout co-integrated T-DNA regions 
of pIGHIIISO and plGH11170. The same analysis of tobacco regenerants revealed a 
significantiy lower frequency of plants witfi desired genotype ttian obsen/ed with Arabldopsis - 
less ttian 0.1 %. Similar results described above were obtained with the complementing pair of 
constructs plCH15820 and plGH15850 (Fig. 14). However, there were no primary 
transformants resulting from co-integration (and restoration of BAR activity by intron formation) 
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of said T-DNA regions, but only from site-speciflo recombination. Tliis might be explained by 
the presence of a large region separating the 3' and 5' parts of Introns of co-integrated T-DNAs. 
New set of constmcts using integrase under control of different promoters (either Zea mays 
Spm transposase (plCH17320, Fig. 15), or Arabidopsls heat shock protein Hsp81.1 
(picm 7330, Fig 1 5) was generated. These vectors in combination with complementary vector 
plCH15850 (Fig. 14) showed much better results than vector plCH15820 (Fig. 14). For 
example, the frequency of tobacco transfomiants canying con^ectly recombined T-DNA regions 
without co-integrated T-DNAs were approx 10 % or more depending on experiments. This 
demonstrates that the efficiency of the process can be affected by controlling the efficiency of 
Integrase expression and can be adjusted to any plant species of interest The regenerating 
tobacco phenotypes with and without IPT gene are shown in Figure 18. 

EXAMPLE 3 

Vector desion and Aarobacter/f/m-mediat ed transformation of monocQtvledonous plants with 
split BAR gene 

For the design of constructs using a split BAR gene to monitor desired T-DNA region 
assembly In planta, the original constmcts plCH1 1 1 50 and pICH1 1 1 70 (see EXAMPLE 1 ) wer^ 
used. The construct pICH1 1 150 was modified by replacing the Arabidopsls actin2 (PACT2-I, ) 
promoter with rice actlnl (PACT1) promoter (McElroy D, ef a/., 1991 , Mol Gen Genet, 231. 
150-160) yielding construct plCH12022 (Figure 8). The construct plCH1 1 170 was modified by 
replacing the nopaline synthase promoter (PNOS) driving expression of the BAR gene fragment 
with the rice actlnel promoter (PACT1) and the NPTII expression cassette with IPT 
(Isopentenyl transferase, Gene Bank Acc. No.: XI 441 0) expression cassette under control of 
maize ubiquitin gene promoter (PUBQ) (Christensen AH & Quail PH., 1 996, Transgenic Res., 
5, 213-218) yielding constmct plCH12031 (Figure 8). All manipulations for construct design 
were performed using standard cloning procedures (Sambrook, Fritsch & Maniatis, 1989, 
Molecular cloning: A laboratory manual, 2nd ed. Cold Spring Harijor, NY: CSH Laboratory 
Press). 

The line PEN3 of Pennlsetum glaucum was used for Agrobacterium-medlated 
transfonnatlon with plasmlds plCH12022 and plCH12031. Allquotes of Agrobacterium 
tumefaclens AGL1 strain canying either plCH12022 or plCH12031 were mixed together In 
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equal proportions and used for transformation as described below. 

The culture medium included Murashige and SIcoog (MS) salts and vitamins: 
(Reference: IVIurasiiige, T. & Skoog, F. A 1962, Physiol. Plant, 15, 473^97) withi 2.0 mg/L of 
2,4-D, wiiich is 2,4-Dichioropiienoxyacetic acid, 30 g/l sucrose and 0.3% gelrite. Regeneration 
medium contained a half-strength MS salts and vitamins with 20 g/L maltose, 1 mg/L iAA, 1 
mg/L Zeatin and 0.6% gelrite. 

Infection medium (IM) contained a half-strength MS salts and vitamins with 2 mg/L 2,4- 
D, 10 g/L glucose, 60 g/L maltose, 50 mg/L ascorbic acid, 1 g/L MES (2-N- 
morphoiinoethanesulfonic acid) and 40 mg/L Acetosyringone (AS). The pH of the medium was 
adjusted to 5.2 by 1 N KOI-I. Cocultivation medium (CM) was same as the IM (excluding 
ascorbic acid) and was solidified by adding 0.6% gelrite. 

Infection medium was filter sterilized, whereas all other media were autoclaved. AS, 
dissolved in DMSO (400 mg/mL), was added after sterilization. 

Agrobacterial cultures (strains AGL1, EIHA105, A4 etc.) with the appropriate binary 
plasmids were grown for 3 days at room temperature on LB2N (LB medium with 2 g/L NaCI and 
1 .5% agar) plates supplemented with the appropriate antibiotics. Bacteria were scraped from 
the plates and resuspended in IM in 50-mL falcon tubes. The tubes were fixed horizontally to a 
shaker platform and shaken at low speed for 4 to 5 h at room temperature. Optical density of 
the suspension was measured and OD600 was adjusted to 1.0. 

Callus pieces were incubated in the Agrobacterial suspension for 3 hours at room temperature 
and transferred to the gelrite-soiidified CM with 60 g/L maltose. 

After 3 days of cultivation on CM, the calli were washed five times by half-strength MS 
medium with 60 g/L sucrose and transferred to the gelrite-soiidified CM with 60 g/L sucrose and 
5 mg/L phosphinothricin (PPT) and, in some cases, 150 mg/L Timentin. 
Phosphinothricin-resistant calli developed under selection were plated to the regeneration 
medium with 5 mg/L PPT. 

The regenerating PPT*' plant tissues were Initially \^sually tested for flie absence of 
functional IPT gene causing adventitious formation of shoots in honmone-free media (Ooms et 
bL, 1983, Theor. AppL Genet, fig, 169-172; Smigocki, AC & Owens, LD., 1989, Plant Physiol., 
Ql, 808-811; Smigocki, AC & Owens, LD. 1988, Proc. Natl. Acad. ScL USA, 85, 5131-5135). 
Secondary screening for plants carrying In planta assembled T-DNA region (Rgure 9) and for 
the absence of T-DNA regions from plCH12022 and plCH12031 were canied out by using PCR 
analysis of PPT" plant tissue for tiie presence of Integrase PhlC31 and IPT gene sequences. 



